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Supplementary Figure S1. Hydroxyurea (HU) blocks progression through
S-phase but fails to elicit de-repression of the GFPNPT reporter at the VSG
ES. (A) Hydroxyurea triggers the accumulation of 2K1N cells as determined
by DAPI staining and microscopy. (B) Western blot analysis fails to reveal
any detectable derepression of the GFPNPT reporter after HU treatment.
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Supplementary Figure S2. Further analysis of knockdowns that fail to elicit
substantial VSG ES derepression. (A) Analysis of DAPI-stained cells after 24 h of
RNAi induction. BDF5, NOC1 and TDP-1 knockdowns display minor perturbations in
cytology. Data were derived from two independent strains in each case. Error bars
represent one standard deviation. (B) Flow cytometry analysis of the BDF5
knockdown showing cell cycle population distributions (left hand panels) and GFP
fluorescence levels (right hand panel) after 24 h BDF5 RNAi induction. (C) Flow
cytometry analysis of the minor GFP positive population from the BDF5 knockdown.
Other details as in Figure 6D.
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Supplementary Figure S3. CAF-1b knockdown allows nucleosome
depletion in two independent strains. 5 x 107 cells were treated with
micrococcal nuclease at 37°C for the times indicated. In this case, genomic
DNA was isolated using DNeasy columns (Qiagen) according to the
manufacturer’s instructions. DNeasy columns allow the recovery of high
molecular weight DNA and, therefore, visualization of undigested, input DNA,
as well as nucleosome-ladders. This undigested DNA serves as a loading
control in the 0 m samples.
